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m jnh * 

S - 1 0 0 3 mmMZ ir-r-5j3T^a-Y Kjg|S&At%!ft$l 

5 

ttrntt. s - 1 o o emmMt:ti$bi£&birz *<< k®e^©o 

(Pharmacology and function, pp. 193-228, Academic Press, Inc., (1993)) -^^M?^ 
15 %kffi^-<DW& (Pharmacology and function, pp. 267-308, Academic Press, Inc., 

(i993» ftif<a$!iig£WLTi^w k**b, mmm*mm-rz>m.mti'&m*m 



l 
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1 -4 2 (4 3) ©ZO©7^y7^-A^#St5i\ ^W^U-Ciift 
I5^^tt07$a^ K 1 — 4 0 /cd^ gt^t*^ j37?n^Kl-42 (4 

3) • a* L-^-r< » ^©fcw5£*>ba«iisi»fc*< Ba-^-r* 

IfeilT7$n^ KS&IBfls:* ±1*0 7 5 o ^ K©ttW3&*rflidfll 

L j3 7$ P-T .KjH^SrWifW-rS^^tti $*i-C^3o 

15 Rft&tfi&JzLX^Z) £ £ a*fcn <bftTV>5 (Neuron, 2, 275-285, (1989)) . 

*5«kt>'itJg^BI-^LTV>5i:#X.b^-5 (Science, 245., 417-420, (1989)) „ $ 

20 m& t -mt&m&i&mmzft vtife&mmm&JcmnM^tw&ztix^ 

£ (J. Neurochem., 26(4), 1050-1056, (2001)) 0 Lfc#ct, j37^-f K**f& 

S - 1 0 0 /3li7* h D+h'Y r-«FS6*J^^^Wt?fet), */^>l>A3e^ 

25 Oii'|OTieifeIOlifl:f^4LTV^5 (TIBS, 12, 437-443, 
(1988)) . S - 1 0 0 0 (37* hof>f h (DfcmUZ. «fc Y) M£. £ *l*Bia*Mwtt 
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m^^^o »ffl$*ifcS- l 0 0 0fi, L^*B^W*tfs/B:*5 
itF&SIS^tfjfcfiMB (Progress in Neurobiology, 46, 71-82, (1995)) *7jk U 

&^,{ / Fffl& : &-tZ> r. i^flift^iXTV^ (J. Biological Chemistry, 221, 2543- 
5 2547,(1996)) „ 

£fc s S - 1 0 0 0 IM0^B# N f£t£fc$ftfc7;* ho-fr^f MCfc^Ti® 
58138^-*- $ w <b/i^btbTV^ 0 7^yMv-|f©IrtT"S- 10 0 0 
tOTpttio^ (Proc. Natl. Acad. Sci. USA, fifi, 7611-7615, (1989)) , -t£>*9 
iR fi 14 T jv y -T - JMf tf> B jo 5 * A SE« « i *B H *> 5 - <t ^ # £f 
10 $tlTV^5(J. Neurosci. Res., 12, 398-404, (1994)) c £ <b ICT/H^ ^— &4f 
©«Hc*3ttS*AaE5ftfiF»-ttS- l 0 O ^ Oifi»38aSr^ofcS^kUfcr 

HbfrS w £ ^^^^^TV^5 (J. Neuropathol. Exp. Neurol., £5, 273-279, 
(1996)) 0 ^©ftilC'bs ^^ C F 1 (Stroke, 3D, 1190-1195, (1999)) „ m%V>KB 
15 (Neurosurgery, 45, 477-483, (1999)) , #38t46Hfc3£ (Acta Neurol Scand, 26, 
142-144, (1997)) „ ^ # (J. Thorac. Cardiovasc. Surg., 281-285, (1998)) 

4ifofttOili»l't) u< teJM&f-es- i o o e*o*iap*s*5>tt5. 

rJxSTfcs S-100/3> j3 T 5 n-f K*3 «fc T>*7 5 xs yf Kii#^ 

20 1) 7 5/ h#S*ai&»w*5V^, S- 1 0 0 |SI17$ d K8&SB#*W*5I 
<t^2x£r = — K-TSmRNA J:£ii7Jn£iifc (J. Neurochem., 71(4) , 1421-1428, 
(1998)) 0 

25 CS-100^ tfSig*!lS8!& L/C (J. Neurochem., 74(1) , 295-301, (2000)) „ 

3) 7J'h#fi»6l:*3^t > j37$ p>T KliS- 1 0 0 0 (D&fc3-$£$l$: 
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mimZlttz. (Mol. Brain Res , 118-126,(1995)) 0 

1 0 0 /3 <Di§ffl$£$Lf)mffl'£fi<X\ / ^Z)o L^t^^b, m^O^^^^^K 
Ofl§SM^ ttlftft j&s *> 9 V ^ t~W h fr\Z ft o T V <» ft V \ 

5 

*&w& h ti, tomp&m&te&ft s s - 1 o o 0 (D^m t 0 r x u << k 

1 . s - 1 0 0 0mmm&&®i$.ftk-tz> 0r^u^ y&mmm^m *j x 

20 OV£fc«:^B6£iJ 0 

2. S - 1 0 0 0m^M&SXT<D (1) ~ (6) <D'J>?£< k hUkofrbm 

(1) 0^7 tr*$«kt>*y-i?* fef^«fc 5 13 7 5 n-f KI4, 

25 (2) U^-iffCt^T? n-T K«J«#* »©ttllf % 

( 3 ) «t>tt3i > y^yf-y-a \z x%0Tia4 vtDixuu 



A 
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(4) s - 1 o o & <omm^(o^L v te^mm, 

(5) mnm. 

(6) ^y/^Mi 

T % K^^ttJ-r^^, £fcfi (2) S^tl^iJDL, S-l OOj3 

15 -y Ym&nMi^m^-fzit^mcD*? v--^?xm 0 

5. 37$p^ KM^WJ^75^TW-f^^b31tR$^L?)itlil4|S«^^ 

(1) u^—££/ctey« u^— ifpi^fj^ 

(2) air^ u^-ifSttlbM, 

20 (3) *t£^>- K^^^-ifStt^ffl, 

(4) S- 1 0 0 0$t<9 iA^PlWffi, 

(5) mnmmmftms 

(6) ? ®^s&ibPfi«jm 

6. mm4tm<D*? d ~->^^mzx^xnbthtz{t^ 0 
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5 (i, gtfMcfc S- 1 0 O i3li7? o>f Vmmfcf^^fM*^— Kt^mR 

NAii:f{b^f, s-i ooj3«75o^ vmmfc? >s<? n&^iz& 

75 n-r v&m±-fz>Himi> l< *i/3 k# 
10 {-tm^n^iaa-es- 1 0 0 Btfft%-t%z kdmtcizTFmzntzv 

/BKJ: 9^$*^ air* u* -if XiXUiZ titzm&mttZ *x&^ w t a«*o 
bnXV^o Lfc^oT, S-lOOjJIJ (1) )3ioJ:I>*7 ir^ l/^-if ^ 
15 St^ttL<« (2) air* u^-if^^LTV^^xbti^,, 

ftX^ZZkfrb, S-IOOUjJS (3) *t£^:/ K-^^-i'&RMFL 
20 Lfc^oT, S- 1 0 0 B& (4) MHto-iitzte? v^°^K^^^ffiiiL 

^^> N S - 1 0 0 Kifu!*^* >v<* %$s£TfQ T 5 n KftJtf 

9 > e> ?Lxmmtemmxhz> 0 
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S-IOO^J (1) 0&£Tf y HP \s (2) air^U^- 

wptL (3) tpvk^^y^yTy-umm. u) *f«HHEii, (5) * 

/$$oT, S - 1 0 0 0 &|fi#-*"5 w t ia0|37;D^ K4>ifi*J3S3b&*M-§- 

s- i o o emmMtte r $ p-r wzjgttirz&Bofemzm 

^A/x PHB±. fllSBS* #H*HIII&5E. HUSKS* Atfc**fc£' 

£7c, 10 0 H'MUct h ft5fc;$J9S£JlV^T 3 7 5 a 

k^'Y^. ^^^yi=j:t;c-^t-f#iaoT^7$ p-r r^£&7c 

25 ^ofc r. >9*mW<DB T 5 p^ KjBH£»te38E3W©** 
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ct 0 ^^^(4, t h v rmmz s-iooe zmu u er^n 

10 y^-^ : v^h— 7^ hot-l" f-7^f«ffc5U-3 7 3MG, 
t h^'JJ t^7^ h — -vS^^St^^T 9 8 G, A- 172, t bT^ h d 
if-T F-v6»Stt©CCF-STTG l*^fc«^«**WLfcJS*, 
t h?}) *7°7X h— *\ h nf-f h— ▼*3l5iWiat«Tfe5U- 3 7 3 

15 tMMfc^ttw:, s- i o o Bmman. m&'Htztemvziztoz.xb x < , 
20 $e>»-*iswj-f4sai5w^^ ]) -~^^^m^xoxn<t>ti^it^m^ 
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^nM-rzit-g-mz-ov y * (omx-mmzmTti- % ^ t ^x*t s 0 

^Ti^ S - 1 0 0 0^T* h nif^ hfcf^i-^i <!: & PlS'tS'f 

Hi (A) l±U-3 7 3MGtt(wjQlt§CM-S-l 0 0j3Oj3 7^o 
J K 1 - 4 0^£lEiittU8£:^U (B) (iU- 3 7 3MG*B/iS^^(t^ r 
10 S-100j}OU7';n^Ki-4 OMffii^ffl^t. 

12 (A) (iU-3 7 SMGMtfciT^CM-S-l 0 0^0^750 
^Kl-4 2StWffl^U (B) liU- 3 7 3MG^flSlC*5{-tS r 

S-l OOi3<7)/3T$D-r Kl-42 m^i&m^m^^-ro 

H13 (1) ~ (4) a, CM- S- 1 0 0 0 (US, )J7^fy (Pi 

15 tt*r.Bg) ^m.Amt, a p p 7 7 o^na^i^ a p p 7 5 i %mm^it> 

fcj;U!APP 6 9 5Mi^t^U (5) ~ (8) (3. £-*rS-10 
0j3K«fc5, 0T?=?-^ (m&ttM) ^m&^it. AP P 7 7 0 3§^4^fc, 
A P P 7 5 l^^mmt, *5^t>'A P P 6 9 5 ^fi^b^l", 

20 mw*mt&-tz>tcib(Dm&cD%m 

Htfc#'J 1 : S-l 00i3(lj;5j3 75 n-f KS^flriSiJ^ 
25 1) S-^/^>->/f;HkS-l 0 0^11^ 

3- KfH»SrfflV\ 7^!) =>t'^>- h S - 1 0 0 0 (jjC^M ) 
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1"fcto*>5 OmLfa-^T*!) ^yfty h S - 1 0 0 j3 ^ 34.5m L 
(!)3yt'tyfS-100 1 OOmg) {w^^tK^^ h V 1.45 

g*tS#tfc. ftl:, l -T'o/V— ii.5mL&AP£J:<J*#Lfc (1- 
5 7 , D^7-/VS«2 5%) , $ bfc ^*^7-f ^5 0 /i L^r^P 

1 mo l/Li/i5i5l:imo 1 h V ?-Mw$gfl¥ % 

10 y77- (4 Ommo 1 XL, T r i s -HC 1 „ p H7.5) -e4 < CTS*f3r 

WSrW^^-^^^^ Y V -f?* YM- 1 0 (7 «rJBv>SI*IU 

^S-*;v*>->^f;WbS-l OOi3 (£tT, CM- S - 1 0 0 j3 irB&te 
15 3. ) - 8 0°CT*{£#L7c o 

2) 7yH)3yftyhs-i005 
7yfy=^t'tybS-100l3 (WTx rS-lOOptlEtwtiS 

£>3 0 ) tt, (t*) «fc y> A^L7tt>co£, iS#r&n&v^i|g*5j:0< 

20 S- 1 0 O fcipDTfT'fcofco 

3) S-100JI:±5|57$B/f KKftSSJE 

3MG« (fij|77-W^^-t->3t^ (#0 ) £ 1 0%£ v'JteJ&lfo. 

25 5k5C>f — ^WSlfi (DM EM) \Z 1 Q%*->JteJ£lMll, 20mmol/LO 
HEPES, 2mmo 1 0 0 U/m L^--> ]> V 
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isXXfl 0 0 ^mo 1 /L©^ h h-^^ i/i/Zmn Ltzmti&o £XT. 1 
0°/oFC S-DMEMt l£i" 0 ) \ZX, 3 7 °C 5 % C O 2 T 7 5 c m 3 <D 7 y 

f y y-yy/^f ^>v7 5 (edta) izx'omm 

5 L/c 0 f*JPt LfcMfiiS^iL 2 X 1 O 5 c e 1 1 s/mLi^Si? 1 0% 
FCS-DMEMiti&^^U 24^WM:imL/we] 1 tii 
L/Co JM L TcMiii 3 7 °C 5 % C O 2 TTig^ L fc e 

mmik—B BcDmrnzmfam ©dmem i mLttM, m^dme 

10 f;CM-S-l 0 05fc5V^ttr S-l 00j3iII:4OML»L, 3 
7 °C 5 % C O 2 T-em* L/c 0 

S - 1 0 0 /3^g4 8Bf^f 1-2 4^T°V- h <fc 9 ig#_t?ff £3 OO/j L 
EilXLfCc EHX L/c^«±tf fi. 15,000rpm, 4 °CT» 5 ^W3iS^ Lt±i 

15 -y-^^^C7) j3 T 5: D-T Kl-4 0*=«kt//3T5 p-^ Kl - 4 2 ^ISs: 
^^rix^-'Ht ^— /S 7 5 o-Y Kl-4 0-f7^t>7 h (^;*-*=<T) , 

20 Kl-4 0fcJ:U ! |37;D'f Kl-4 2t^Lfc. -^^^^^ l io J; 

CM-S- lOO/3*J«tO ? rS-lOO/3JilO*3j:t530/imo 1 / L 
T'U- 3 7 3MG»telC*5VT $ 7 5 Kl-4 O^fil^t'k^/l/® 
HKtJtttbT^Sc^itiiHI*^ (His 311) o RHS^ CM-S- 10 
25 0 B&1 0*5«tt>*3 0 jumo 1 /LT\ If: r S- 1 0 0 13 li 3, 10&J; 
(/30umo l/LT|37$o^Kl-4 2 W^tCii^D $ (HI 
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2, m 1) c 



* 1 







p-7 Kl-40 


5 Kl-42 




(|imol/L) 


(pg/mL) 


(pg/mL) 






144 ± 13. 7 


31.3 ± 0.00 


CM-S- 100(3 


3 


172 ±6.4 


39.6 ± 8.33 




10 


259 ± 20. 2 c 


68.4 ± 3. 00 b 




30 


341 ± 14.4° 


55.2 ± 1. 73 a 


rS-lOOp 


3 


191 ±2.9 


56.3 ± 1.96 a 




10 


272 ± 25. 1 c 


59.3 ± 4. 48 a 




30 


367 ±7.3° 


67. 2 ± 9. 47 b 



(a) :p<0.05(*fbft^U, t?*yYy-*h 

(b) :p<0.01(S*t't^, ^T^h^h #"Jifc3) 

(c) :p<0.001(*tft^/K f^ybT^h 



5 HHtf"] 2 : T 5 a ^ KUtilZfls:^ Km R N A^t^M'M^E 

1) mRNAt^7yWill 

W7"V*f^) ^^TmRNA^iL, 7? Kfl*^ 
10 (t*T\ APPil»IBi-5ri:*s*>5 0 ) mR N AfgS£S$iJ£/B-^ 

^zfjvt L7t 0 mRNAfy/;Hi-8 0°CT*f*# Lfc. 

2) cDNA(Dil 

80ngC5mRNAi^77- ^h— ^ h 7 ^ K c DNA^^y h 
(T^->-\ri* • 7 7/^->7 • Sr/B^T c DNA^U 

15 $ bl-3&g*T-3te«L7U£ c DNAt>7;^ L7c„ 
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3) RT-PCRS 

6 8tt<li7 Otl 5 ®<D$kWX' P C R £?7& o fc, Jx.RM<D— 1 % 



& 2 





U L) 




TaKaRa Z — T a q 


0. 5 


0. 25 y h/ m L 


(2.5 Y/ ix L) 






lOXZ-Taq HftrS^ 


5 


1 X Z - T a q tfff mtfo 


d n t p m-g-m 


4 


200ymo 1/L 


(2. 5mm o 1 / L each) 






cDNAty^ 


iUJi 




IE^^-Y-v— (100/imo 1/L) 


0. 5 


1 m m o 1/L 


(100/imol/L) 


0. 5 


1 /i m o 1/L 




mm 






5 0 
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m 3 



(Access. No) 




Primer 
name 


Sequence 


Size 




p-actin 


Forward 


hbAct-F 


5* 


- CCA TGTA CG TTGCTA TCCA GG C 


-3' 


22mer 


1 


(X00351) 


Reverse 


hbAct-R 


5' 


- GTAGTTTCGTGGATGCCACAGG 


-3' 


22raer 


2 


APP695 


Forward 


APP695-F 


5* 


- AAGAGGTGGTTCCAGTTCCTACA 


-3' 


23mer 


3 


(Y00264) 


Reverse 


APP695-R 


5' 


- GCGCGGACATACTTCTTTAGC 


-3' 


21roer 


4 


APP751 


Forward 


APP751-F 


5' 


- GTGTGTGGCAGCCCCATTCCTAC 


-3' 


23raer 


5 


(X06989) 


Reverse 


APP751-R 


5* 


- TTGAACACGTGACGAGGCCGAG 


-3' 


22raer 


6 


APP770 


Forward 


APP770-F 


5* 


- CTCTTGCCCGAGATCCTGTTAA 


-3* 


22mer 


7 


(X06981) 


Reverse 


APP770-R 


5' 


- GCATATTGAACACGTGACGAGG 


-3' 


22mer 


8 



4) mm 

7? D/f h'fftmft* ^s<?M (APP695. APP751 *5<t t>*A P P 
5 7 7 0) (OmRNA^^M^lfco *<Dl&mt:ttm (0T??-^<D&%1 

mmt) tmc®3iZ7jk-t 0 03^ (1) ttCM-s-ioo^a^^ 

79?"* (ttttftRB) 38=8*3^ (2) |j:CM-S-100^ia5AP 
P 7 7 0 36^ft2Efl^ (3) (4CM-S-lOOi3HJ;5APP75 15851 
SfE-fk. (4) liCM"S-10 0)}|:J:5APP 6 9 5|85li^b, (5) 
10 fir S- 1 0 0 $ CJ:5 |S7^fy (l&tt&fiB) ^tt^^, (6) lirS 
-100J5I:±5APP 7 7 0 §£&mmts (7) |JrS-100ei:J:5 
APP7 5 1 Ulliflb, (8) lirS-lOOj3ia5APP 6 9 5 56 ^ 

0 3^t)Wfe^J: 5fcs CM-S- 100^it>'rS-10 0 0 V^f 

HUieoS - 10 0 /3«Ht»^i3^5 J3 X 5 a 4 VM±MM\Z^(Dmmi^X' 
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Ztvtzo ZCDZkfrb, S- 1 0 0 /3 (i$5^L~</H?ii&< , /3ir^U^- 
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SEQUENCE LISTING 
<110> ONO PHARMACEUTICAL CO., LTD. 

<120> Treating agent for B -amyloid-caused disease comprising S-100 0 inhibitor 
as an effective component. 

<130> ONF-4297PCT 

<150> JP 2001-279901 
<151> 2001-09-14 

<160> 8 

<210> 1 
<211> 22 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 1 

ccatgtacgt tgctatccag gc 22 

<210> 2 
<211> 22 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 2 

gtagtttcgt ggatgccaca gg 22 

<210> 3 
<211> 23 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 3 
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aagaggtggt tcgagttcct aca 



<210>4 
<211> 21 
<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 4 

gcgcggacat acttctttag c 

<210> 5 

<211>23 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 5 

gtgtgtggca gcgccattcc tac 

<210> 6 
<211>22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 6 

ttgaacacgt gacgaggccg ag 

<210> 7 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
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<400> 7 

ctcttgcccg agatcctgtt aa 

<210>8 

<211>22 

<212>DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:Primer 
<400> 8 

gcatattgaa cacgtgacga gg 
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